was added to the test solution in 0.1 ml. increments, and the pH and optical density were measured after each increment. With correction for dilution, the identical relationship between optical density and acidity was found as in the first method in this section (Fig. 3) . 
0I
tent of the bilirubin powders used in this experiment was higher than of those previously used; (2) the acidity of the test solutions in previous experiments was less than in the present instance; and (3) the rapidity of bilirubin deterioration in chloroform-methanol solution was not fully appreciated.
The first possibility seems unlikely since the method of bilirubin preparation has been essentially the same for many years, and where it is possible to check on physical constants of solutions previously used they do not differ appreciably from those used in the present experiments.
Also, from present knowledge of the nature of direct-and indirect-reacting bilirubins, the extraction technics should result in almost all indirect-reacting compounds, and any residual Pigment I or Pigment II should react completely with the diazo reagent under the calibration conditions used.
The acidity of the reaction is more important. 
